these cells. This finding, together with other considerations, was presented as "evidence against the concept of leak-pump interconversion," a concept proposed by us earlier (2, 4) .
We have taken up the question of trypsin's action once again; we show here that in trypsin-treated cells from heterozygous LK (LM) sheep, significant stimulation of the Na/K pump by anti-L remains, while in cells from homozygous LK (LL) sheep little or no sensitivity to anti-L remains after trypsinization.
METHODS
The experiments were performed on red cells from Welsh Mountain or Clun Forest LK sheep. Their genotype (LL or LM) had been determined serologically as described before (12) . Blood was drawn by jugular venipuncture into heparin; the red cells were washed four times (by centrifugation and resuspension) in "normal saline" (NaCl, 150 mM; Tris-HCl, 10 raM; glucose, 5 mM; pH 7.5).
Cells were exposed to trypsin (type III, (Sigma Chemical Co., St. Louis, Mo.)) in an incubation medium ("trypsin buffer") containing NaCI (125 mM), CaCI2 (10 mM), Tris-HCl (20 mM) and glucose (5 mM), pH 8.0 (1, 8) . The hematocrit of the suspension was 50%. To ensure the desired concentration of trypsin, cells were washed once in a trypsin solution prior to the incubation. The incubations were carried out at 37~ in Eppendorf 1.5-ml centrifuge tubes, and were terminated by extensive washing (eight times) of the cells in normal saline. Inhibitors of trypsin were not used after preliminary experiments with soy bean trypsin inhibitor (Sigma) resulting in no more effective termination of the effect of trypsin than centrifugation alone. Antisera were raised as described before (I, 13) in HK sheep injected with washed, homogenized LK sheep cells suspended in Freund's complete adjuvant. Cells were exposed to immune reagents at 5% hematocrit for 30 min at 37~ and then were washed four times in normal saline. Active (ouabain-inhibitable) unidirectional K influxes were determined as described before (3).
RESULTS
Heterozygous (LM) LK sheep red cells were exposed to trypsin at 2.5 mg/ml as described above (this is the same trypsin concentration used by Lauf et al. [10] in a similar experiment; see their Fig. 3 ). The time-course of the effect of trypsin on sensitivity to anti-L is shown in Fig. 1 . As reported before (8), trypsin had no direct effect on active K influx ("control" points). Trypsin reduced subsequent stimulation of active K influx by anti-L from 2.5-fold in cells not exposed to trypsin to -33% stimulation after 20 min in trypsin. At 60 min the stimulation of the pump over that in control cells by anti-L was 40%, and the curve for "stimulation" (difference between anti-L and control) does not appear to be approaching zero. Fig. 2 shows the "dose/response" curve for the effect of various concentrations of trypsin (incubation time, 1 h) on sensitivity to anti-L in LM cells. Again, trypsin reduces, but does not abolish, the sensitivity of the Na/K pump to stimulation by anti-L. the sensitivity was much more nearly completely abolished than in the ceils from a heterozygous sheep (Figs. 1 and 2) . The highest trypsin concentration was 4 mg/ml here and 8 mg/ml for the LM cells in Fig. 2 .
The same results as shown in the above figures were obtained with red cells from two other homozygous sheep and three other heterozygotes. (7) were apparently heterozygotes.
The discrepancy between the two sets of findings is not likely to be due to the use of trypsin from two different sources (Sigma Chemical Co., Ref. 
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